Observational studies have linked hypocalcemia with adverse clinical outcome in critically ill patients. However, calcium supplementation has never been formally investigated for its beneficial effect in critically ill patients. To investigate whether calcium supplementation can improve 28-day survival in adult critically ill patients. Secondary analysis of a large clinical database consisting over 30,000 critical ill patients was performed. Multivariable analysis was performed to examine the independent association of calcium supplementation and 28-day morality. Furthermore, propensity score matching technique was employed to investigate the role of calcium supplementation in improving survival. Intervention: none. Primary outcome was the 28-day mortality. 90-day mortality was used as secondary outcome. A total of 32,551 adult patients, including 28,062 survivors and 4489 non-survivors (28-day mortality rate: 13.8 %) were included. Calcium supplementation was independently associated with improved 28-day mortality after adjusting for confounding variables (hazard ratio: 0.51; 95 % CI 0.47-0.56). Propensity score matching was performed and the after-matching cohort showed well balanced covariates. The results showed that calcium supplementation was associated with improved 28-and 90-day mortality (p < 0.05 for both Log-rank test). In adult critically ill patients, calcium supplementation during their ICU stay improved 28-day survival. This finding supports the use of calcium supplementation in critically ill patients.
Background
Electrolyte disturbance is commonly seen in critically ill patients as part of the systemic illness. It is estimated that up to 90 % of critically ill patients present disturbance in serum electrolytes, including hypo-and hyperkalemia, hyper-and hyponatremia (Rosner and Ronco 2010; Lee 2010) . Calcium is one of the most important ions that plays an important role in maintaining biological homeostasis. The active form of calcium is the ionized calcium (iCa) that can diffuse across cellular membrane and is tightly regulated at both cellular and systemic levels (Wakai and Fissore 2013; Suzuki and Inoue 2010) . Disturbances of iCa, including both hypocalcemia and hypercalcemia, are prevalent among ICU patients. Since hypocalcemia is much more prevalent than hypercalcemia in ICU patients, the former is the focus of research interest. Many observational studies have shown that hypocalcemia is associated with adverse outcomes in ICU patients (Steele et al. 2013; Dias et al. 2013; Anastasopoulos et al. 2011) . Steele et al. demonstrated that severely hypocalcemic patients required critical care for longer.
However, it is still largely unknown whether hypocalcemia is the cause of poor prognosis or is only a byproduct of the severe illness. If the former is true, there comes the hypothesis that supplementation of calcium for critically ill patients will improve patient's outcome. Few studies have been conducted to investigate the causal relationship of calcium supplementation and clinical outcomes and the results are conflicting. In a recent experimental study conducted in murine model of sepsis, Collage et al. (2013) found that calcium administration worsened mortality and organ dysfunction, which was mediated via calcium/calmodulin-dependent protein kinase pathway. To the best of our knowledge, there is no direct evidence from human studies demonstrating the causal association of iCa and mortality (Forsythe et al. 2008 ). Therefore, the present study aimed to investigate the causal relationship between calcium administration and mortality. We hypothesized that calcium administration may potentially benefit ICU patients. In the present study we employed the clinical data, which included patient demographics, intravenous medication drip rates, and laboratory test results (Lee et al. 2011) . The establishment of MIMIC-II clinical database was approved by the Institutional Review Boards of the Massachusetts Institute of Technology (Cambridge, MA, USA) and Beth Israel Deaconess Medical Center (Boston, MA, USA). Our access to the database was approved after completion of the NIH web-based training course named "Protecting Human Research Participants" by the author ZZ. (Certification Number: 1132877). Informed consent was waived due to observational nature of the study. The study was approved by the ethics committee of Jinhua municipal central hospital. Data extraction was performed by using structure query language (SQL) with pgADmin PostgreSQL tools (version 1.12.3) (Scott et al. 2013 ). MIMIC-II was organized into a relational database that consisted of 38 tables. Data were extracted from the following tables: POE_MED, POE_ORDER, COMORBID-ITY_SCORES, ICUSTAY_DETAIL, LABEVENTS.
Methods

Description of the database
Study population and definitions
MIMIC-II consisted both pediatric and adult populations, and only adult patients (>15 years old) were enrolled into current analysis. Patients who had undergone renal replacement therapy were excluded because such treatment had significant impact on serum calcium. Data on following information were extracted: age on ICU admission, sex, comorbidities (including chronic pulmonary disease, congestive heart failure, paralysis, renal failure, liver disease, diabetes, hypertension, alcohol abuse and acquired immunodeficiency syndrome [AIDS]), ethnicity (white, Asian, Black, Hispanic/latino and unknown), serum creatinine on ICU entry, day 1 sequential organ failure assessment (SOFA) and Simplified Acute Physiology Score (SAPS-1), time of ICU admission and discharge, date of death, all measurements of iCa during ICU stay.
Calcium could be administered in the following formula (data obtained from the table POE_MED): calcium, glucose calcium, calcium carbonate, calcium chloride, calcium chloride oral, calcium gluconate, fosamprenavir calcium and rosuvastatin calcium. Among them calcium gluconate and calcium carbonate were the major source of calcium supplementation, accounting for 75 and 13 %, respectively, of the total calcium administration.
The primary endpoint in our study was the 28-day mortality which was defined as death observed within 28 days after ICU entry. Secondary endpoint was 90-day mortality. Length of stay (LOS) in ICU and hospital were also assessed.
Statistical analysis
Kolmogorov-Smirnov test was used to test the normality of the distribution of continuous variables. Data of normal distribution were expressed as mean ± SD and compared using t test. Otherwise, Wilcoxon rank-sum test was used for comparison. Categorical variables were expressed as percentage and statistical inference was made based on Chi square test or Fisher's exact test as appropriate. Variables were compared between survivors and non-survivors with univariate analysis to determine screen variables associated with 28-day mortality. Covariates with p < 0.1 in univariate analysis were entered into Cox proportional hazard regression model to determine whether calcium supplementation was independently associated with 28-day mortality.
Covariates presumed to influence the choice of calcium supplementation were included in a multivariable regression model with calcium supplementation as the dependent variable to determine the propensity score of calcium supplementation for each patient (the probability of receiving calcium supplementation conditionally on the observed covariates) (D' Agostino 1998). Independent covariates included in calculating propensity score were sex, SAPSI-1, hypertension, AIDS, renal failure, congestive heart failure, chronic pulmonary disease, iCa on ICU entry. The use of propensity score analysis aimed to reduce the imbalance between two matched cohorts. Radius matching was employed. Standardized differences before and after matching were plotted to show the effect of matching.
In the matched cohort, survival analysis with log-rank test was performed to determine whether calcium supplementation affects 28-and 90-day mortality. KaplanMeier survival curve was depicted.
All statistical analyses were performed using the software STATA 11.2 (College Station, TX 77845, USA) and R software. Two-tailed p < 0.05 was considered to be statistically significant.
Results
Data on 32,551 adult patients were included in our analysis. There were 28,062 survivors and 4489 non-survivors (28-day mortality rate: 13.8 %). As shown in Table 1 , variables including age (62.6 ± 17.9 vs. 71.3 ± 16.0, p < 0.001), sex (male percentage: 56.70 % vs. 53.68 %, p < 0.001), SAPS-1 (13.1 ± 5.2 vs. 17.6 ± 5.8, p < 0.001), SOFA (5.1 ± 3.8 vs. 8.1 ± 4.6, p < 0.001), Asian population (3.54 vs. 4.15 %, p = 0.044), hypertension (31.79 vs. 29.18 %, p = 0.001), congestive heart failure (19.88 vs. 31.98 % p < 0.001), chronic pulmonary disease (16.89 % vs. 19.11 %, p < 0.001), renal failure (6.13 vs. 9.71 %, p < 0.001), liver disease (5.06 vs. 7.19 %, p < 0.001), alcohol abuse (5.41 vs. 3.80 %, p < 0.001), serum iCa on ICU entry (1.133 ± 0.103 vs. 1.113 ± 0.146 mmol/L, p < 0.001), serum creatinine (1.32 ± 1.48 vs. 1.76 ± 1.52 mg/dL, p < 0.001) and calcium supplementation (33.56 vs. 31.03 %, p = 0.001) were significantly different between survivors and non-survivors. Variables with p < 0.1 were entered into Cox regression model (Table 2) , which showed that calcium supplementation was associated with reduced risk of death (hazard ratio: 0.51; 95 % CI 0.47-0.56).
Variables were compared between calcium and noncalcium groups (Table 3 ). Mild forms of acute renal failure as reflected by mild creatinine elevation was not significantly different between calcium and non-calcium groups (1.36 ± 1.53 vs. 1.38 ± 1.47 mg/dL, p = 0.26). Calcium supplementation was used as the dependent variable. Covariates including sex (59.44 vs. 54.70 %, p < 0.001), SAPS-1 (16.0 ± 5.1 vs. 12.2 ± 5.2, p < 0.001), SOFA (7.5 ± 3.9 vs. 4.4 ± 3.6, p < 0.001), hypertension (30.7 vs. 31.9 %, p = 0.033), congestive heart failure (20.10 vs. 22.28 %, p < 0.001), chronic pulmonary disease (15.92 vs. 17.91 %, p < 0.001), renal failure (6.17 vs. 6.86 %, p = 0.023), AIDS (0.58 vs. 0.78 %, p = 0.047), iCa on ICU entry (1.127 ± 0.104 vs. 1.135 ± 0.121, p < 0.001) were associated with the choice of calcium supplementation. Because SAPSI-1 and SOFA both measured the same clinical characteristics, we used SAPSI-1 to calculate propensity score. After radius matching, there were 5238 in non-calcium group and 8719 in the calcium group. The balance of covariates is shown in Fig. 1 , which demonstrates that these variables are well balanced after matching. Figures 2 and 3 are Kaplan-Meier survival curves showing the 28-and 90-day mortality by calcium groups. The results showed that calcium supplementation was associated with improved 28-and 90-day mortality (p < 0.05 for both Log-rank test).
Multivariable dose-response relationship
In patients received calcium supplementation, we investigated the dose-response relationship. The median calcium intake was 13.9 mmol (interquartile range: 4.6-111.9 mmol) in patients received calcium supplementation during their ICU stay. Distribution of total calcium intake stratified by different serum iCa is displayed in Fig. 4 . The multivariable model included variables age, sex, SAPS-1, SOFA, Asian population, hypertension, congestive heart failure, chronic pulmonary disease, renal failure, liver disease, alcohol abuse, serum iCa on ICU entry and serum creatinine (Table 4 ). The result showed that the dose of calcium intake was significantly associated with 90-day mortality (hazard ratio: 1.0004, p < 0.001).
Subgroup analysis
Patients were grouped into subsets by their minimum calcium levels of >1.0 (11,404), 0.9-0.99 (2388) 
Discussion
Our study for the first time demonstrates that calcium supplementation is beneficial for the critically ill patients. In multivariable regression model, calcium supplementation is an independent protective factor for 28-day mortality. After propensity score matching, patients receiving calcium supplementation showed significantly improved survival time, as compared with those without calcium administration during ICU stay. Ionized calcium plays an important role in maintaining normal physiological function, particularly in signal transduction pathway (Ritchie et al. 2011) . Many studies in critical care setting have demonstrated that hypocalcemia was associated with significantly increased risk of death. In patients with acute kidney injury needing renal replacement therapy, Afshinnia et al. (2013) showed that severe hypocalcemia with iCa < 1 mmol/L was associated with increased risk of death. However, this does not hold true in patients with mild hypocalcemia. Steele et al. (2013) also showed that failure to normalization of ionized calcium in severely hypocalcemic patients might be associated with increased mortality. Since hypocalcemia is independently associated with increased mortality, it is not surprising that calcium supplementation is associated with improved outcome. There is no direct evidence in the causal relationship between calcium supplementation and mortality in critically ill patients. In an animal study, Collage et al. (2013) demonstrated that calcium supplementation mediated heightened inflammation and vascular leak, culminating in elevated organ dysfunction and mortality. Furthermore, they found that this negative impact of calcium supplementation was associated with calcium/ calmodulin-dependent protein kinase kinase signaling. This finding is in contrast with our findings. However, our limited understanding on the physiology of calcium cannot fully account for the disparity between animal studies and our clinical observation.
The patients. As compared to well-designed randomized controlled trial, the secondary analysis of such "realworld" data may be more generalizable. RCTs have been criticized for its complexity (e.g. strict inclusion/exclusion criteria, strict study protocol), requirement of specialized center (RCT requires authorized center with special facilities), homogeneity of included subjects, and the unrepresentative of usual care (e.g. early goal directed therapy may not be strictly implemented in real world setting as described in study protocol), making the result of RCTs less generalizable to the "real world" setting (Albert et al. 2013 ). However, observational study is subject to confounding bias. In the present study, we employed a multi-variable regression model and propensity score matching techniques to control for confounding factors. Both methods consistently showed that calcium supplementation was able to improve clinical outcomes. Several limitations need to be acknowledged in our study. One limitation is the exclusion of patients undergoing renal replacement therapy, and the interaction between calcium supplementation and renal function was not investigated. It would be interesting to examine how calcium supplementation will impact renal function. However, this study is based on database analysis. The database is collected from routine clinical practices. There is no standard protocol on the timing of the measurements of calcium and renal function. Thus, missing data and sequence of measurement of creatinine and calcium prohibit further analysis. Calcium supplementation may have different effect on different disease entities and indications. There are varieties of conditions that can cause hypocalciumia. Common causes include hypocalcemia with high parathyroid hormone (PTH), chronic kidney disease, vitamin D deficiency, hypocalcemia with low PTH, hypoparathyroidism, deregulation of PTH, acute pancreatitis, severe hypo-magnesemia due to suppression of PTH release, sepsis or severe illness. However, the indication for calcium supplementation cannot be extracted from database analysis. Ideally, the dose of Fig. 5 Subgroup analysis by dividing patients into subsets according to their minimum iCa. Within each subgroup, multivariable regression model was used to control for confounding factors including creatinine, sex, age, SAPS-I, SOFA, Asian population, hypertension, congestive heart failure, chronic pulmonary disease, renal failure, liver disease and alcohol abuse calcium supplementation would have been investigated to determine the dose-response relationship. However, the doses of calcium are also difficult to determine due to differences in calcium formula, route of administration and duration. Due to these limitations, the interpretation of the result should be cautious, and further experimental trials are mandatory to confirm or refute our findings. In current analysis we identify a dose-response relationship in calcium supplementation and mortality, but the result was unexpected in that more calcium intake was associated with increased risk of death. In subgroup analysis, calcium supplementation appeared to have no beneficial effect in patients with severe hypocalcemia. Collectively, these results suggest that calcium intake is not "the more, the better". Dose-response analysis was performed in patients receiving calcium during their ICU stay. Although we have controlled for minimum serum iCa, it cannot be excluded that severe hypocalcemia is a biomarker of disease severity. Furthermore, total calcium intake calculated in our study is heterogeneous that they differ in formula, administration route, frequency, dose and duration. As this is a study of data mining, it is impossible to standardize these details. Another reason might be that the sample size in patients with severe hypocalcemia was small after stratification, which limited the statistical power (wide confidence interval) and made the random error become large. Thus, it is mandatory to conduct a randomized controlled trial to test whether calcium intake is associated with improved outcome. In aggregate, our study for the first time suggests that calcium supplementation may be helpful in reducing mortality in critically ill patients.
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